. Only the engaged helix 45 conformation is shown for the Apo structure. b) Comparison between the MAP decoding site and the equivalent PDB entry 1IBL 48 . Figure S2 . Multiple paromomycin binding sites in the bacterial 30S subunit a. Location of secondary paromomycin binding sites in the 30S subunit. Paromomycin molecules (in stick and sphere representation) observed in both data sets are colored in red. Three binding sites (colored in blue) were only observed in one data set. Panels 1 -18. σ A -weighted mFo-DFc omit difference electron density maps of paromomycin molecules contoured at 3σ. Numbering corresponds to the location indicated in (a).
Supplementary

Supplementary Figure S3. Distances between 16S rRNA phosphate atoms.
Pairwise distances between 16S rRNA phosphate atoms after alignment of all phosphate atoms between bases 5 and 1532 between to 30S structures. The position of the head displays higher variability in 30S crystal structures. Therefore, we focus on the shoulder region (helices 16 -18, bases 400 -450) as an indication of domain closure movements. A displacement of the entire region by about 2 Å is observed when comparing data sets MAP and Apo, or the equivalent PDB entries 1IBL 48 and 1J5E
47
, or after domain closure observed in the 70S ribosome in PDB entries 3I8G and 3I9B 49 . The conformational change in the helix 45 tetraloop (bases 1516 -1521) can be seen as spike in the charts Strep-Apo and ASL Leu-Apo.
Supplementary Figure S4
Shine-Dalgarno helix formation upon interaction of a second ASL molecule (colored in green) with the 16S 3' tail (colored in blue). σ A -weighted 2mF o -DF c electron density is shown contoured at the 1σ level. 
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